. The genome distribution of transcribed regions in A. oryzae. Expression represents different transcription levels in the genomic region assessed by log 2 -transformed reads count. Coverage represents the percentage of the genomic region covered by RNA-Seq reads. Gene represents the number of Dogan A. oryzae genes. The plot is depicted with a window size of 4 kilobases. Chromosome number is shown on the left. AOmito represents A. oryzae mitochondria.
. PCR experimental validation of the transcriptional activity of novel regions and the aflatoxin (AF) biosynthesis genes. Total RNA was treated with DNase prior to cDNA synthesis to remove any genomic DNA, and there were no PCR products for amplifying Exon 3 of AO090003001117 (Table S1 ) using the extracted RNA as templates (all of the four A. oryzae samples were subjected to this verification), suggesting that there was no contamination of genomic DNA. PCR experimental validation of certain transcriptional regions as fol1ows: 1 ( novel transcript in contig SC003, coordinates 2949616-2954382), 2 (novel transcript in contig SC026, coordinates 2312988-2314860), 3 (novel transcript in contig SC103, coordinates 1471-2816), 4 (novel transcript in contig SC111, coordinates 212664-214732), 5 (novel transcript in contig SC113, coordinates 681633-682920), 6 (new exon of AO090003000598, contig SC003, coordinates 1596043-1596270), 7 (aflJ, AO090026000015), 8 (aflR, AO090026000014), 9 (gapdh, AO090011000414, as the positive control). M, DNA molecular weight marker. Figure S3 . Experimental validation of retained intron in AO090003001117. AO090003000057, a transcribed gene without alternative splicing events, was used as a control. PCR primers were collected in Table S1 . (A) Amplification plot of real time quantitative PCR (qPCR). The abscissa shows the number of PCR cycles and the ordinate shows the normalized fluorescence intensity. The cycle threshold (Ct) is the cycle number at which the fluorescence intensity crosses the threshold value (0.2). Ⅰ, gapdh (AO090011000414); Ⅱ, exon 3 of AO090003001117; Ⅲ, intron 1 of AO090003001117 (the retained intron); Ⅳ, exon 3 of AO090003000057; Ⅴ, intron 3 of AO090003001117; Ⅵ, intron2 of AO090003001117; Ⅶ, intron 1 of AO090003000057; Ⅷ, intron2 of AO090003000057. Ⅴ-Ⅷ are normally spliced introns. (B) RQ (relative quantitation) value of qPCR. The gene of gapdh was used not only as an endogenous control but also as a reference gene, to normalize the data. The ordinate represents 1000-fold RQ value. a, exon 3 of AO090003001117; b, intron 1 of AO090003001117 (the retained intron); c, intron 2 of AO090003001117; d, intron 3 of AO090003001117; e, exon3 of AO090003000057; f, intron1 of AO090003000057; g, intron2 of AO090003000057. Each gene was analyzed in four parallel tests, and the mean values of RQ (±SD) were represented. (C) RT-PCR validation of the retained intron in AO090003001117. Total RNA was treated with RNase-free DNase I (TaKaRa) prior to cDNA synthesis to remove any genomic DNA, and reverse transcription was followed by 25 PCR cycles for semi-quantitative detection of the transcription level of the retained intron, visualizing in 1% agarose gel. There was no product in control RT-PCR without reverse transcriptase. M, 250 bp DNA ladder marker (TaKaRa); a~g, the same as the description in (B); h, gapdh (AO090011000414). Herein, A. oryzae grown on solid-state culture was used as the sample for RNA extraction and subsequent PCR. 
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